Abstract The presence of harmful microbes may negatively influence semen quality. Antibiotic used in the semen extender should be evaluated in order to prevent contamination and infertility. In this study, Antibiogram evaluation of Micrococcus luteus, Pseudomonas aeruginosa, Staphylococcus epidermidis and Staphylococcus intermedius were detected from frozen semen of cattle. Different antibiotics such as amikacin, ampicillin, amoxicillin, cephalexin, erythromycin, gentamicin, neomycin, ofloxacin and sulphamethoxazole/trimethoprim were tested against the isolated bacterial species. Ofloxacin, amikacin, cephalexin and amoxicillin were highly effective against Micrococcus luteus. The organism was found equally effective to erythromycin, gentamycin and neomycin. Amikacin, ofloxacin, erythromycin, neomycin and ampcillin were the most effective against the Pseudomonas aeruginosa. However, amoxicillin, cephalexin and
Introduction
Artificial insemination (AI) has been useful method that is practiced for breeding of cattle and other domestic animal species all over the world. This method is the best tool which is benefiting farmers to obtain high quality genetic potential from proven animals [1-2]. Routinely, semen packaged in straws approximately 0.25 ml or 0.5 ml in volume for thawing and storage. The thaw straws and polythene bags containing semen are transported using liquid nitrogen [3, 4] . However, there is a risk of contamination of semen from microbes during the packaging, storage and transportation can influence quality of semen and reproductive efficiency [5]. Generally, fresh semen contains some of non-pathogenic microbes that are neither harmful nor affecting the semen quality. However, the presence of large number or harmful microbes may negatively influence semen quality [6]. Frozen semen could get contaminated with pathogenic and nonpathogenic microbial agents during processing and handling. The microbes in the semen can transfer serious diseases in recipient animals and/or could be potential source of infections in different parts of genital tract [7, 8]. The semen production centers have to ensure that the processed semen should be free from environmental microbes and donor bulls. (Difco, 2000) were rehydrated according to recommendation of manufacturer. The medium was thoroughly mixed and autoclaved at 121°C, 15 lb pressure for 15 min. The blood agar medium was kept at room temperature and added with 5% sheep blood (defibrinated). These media were incubated aerobically at 37°C for 24 h and checked for microbial growth. The bovine semen samples were inoculated by streaking method on blood, nutrient and MacConkey's agar media. The bacterial colonies were observed for bacterial growth. The bacteria that were grown on the media, sub-cultured to obtain pure culture of isolated organism. The single colony was obtained from the sub-culture and analyzed for staining. The bacteria grown on different media were observed for morphological and colony characteristic. The bacterial colonies were taken for the pure culture and for the biochemical characteristics and sugar fermentation abilities. trimethoprim, tetracycline and erythromycin were used during the study. The Muller Hinton agar (Difco) was used and incubated at 37 o C for 15 minutes. Bulks of pure culture colonies were suspended evenly in 2-4 sterile normal saline solution in order to match barium chloride standard for antibiotic sensitivity. A sterile cotton swab was dipped into the suspended and culture was smeared on the surface of Muller Hinton agar in such a way that all agar surface was covered evenly with the bacterial suspension, then incubated at 37 o C for 15 minutes for plate to dry. The desired antibiotic disc were kept on agar surface with disc dispenser and lightly pressed with sterile forceps to make it adhere to surface. The plate was closed, wrapped in polythene bag, inverted (medium and disc upward) and incubated overnight at 37 o C. The zone of inhibition was observed as a clear area, free from growth around the disc and a clear zone of inhibition made against organism. The zone of inhibition by the antibiotics was recorded in millimeter from the center of disc to the ending edges of zone. The antibiotic sensitivity was classified into highly, quite, moderately, weakly sensitive and resistant depending on the antibiotics, its contents in the disc and size of zone. 
